Discussion
In almost all positive sera 100% of the E. cuniculi organisms were seen to have a periphery of carbon particles, but unstained organisms were sometimes also present. This occurred most frequently with high dilutions of sera, and is attributed to the limited availability of antibody as the end point is approached. In these cases, preparations having more than 5 % stained cells, after examining 200 individual organisms, were recorded as positive.
Results
It was found, using both the technique of Waller and the described modification, that at dilutions of 1:10 and less, the india ink occasionally coagulated, making the test unreadable. For this reason an initial serum dilution of 1:25 was used for screening purposes. 97 sera were tested in parallel with both methods. All results were comparable at a dilution of sera of 1/25, there being 65 negative and 32 posi· tive samples. 10 positive sera were further diluted and titrated using both methods and gave the following results:
Method
Serum is heat inactivated at 56°C for 30 min and a 1:25 dilution prepared in 0.15 M saline solution containing 0·1 % sodium azide (NaNs). On a clean slide make separate spots of about 2 A. volume each of india ink, antigen and diluted serum. Mix with the aid of an Eppendorf pipette, using a separate tip for each serum. Cover immediately with a coverglass and leave for 5 min at room temperature. Examine under light microscopy using x 1000 objective.
In all cases the encephalitozoa are seen against a dark background of carbon particles in suspension. A positive reaction shows organisms with a dark border of attached carbon particles; in the negative reaction they are clearly visible with an unstained cell membrane.
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Encephalitozoon cuniculi occurs throughout the world in the brain, kidneys and other tissues of the mouse, guinea-pig, rabbit, cottontail rabbit and dog (Flynn, 1973) and 5 human cases have been reported (Wilson & Miles, 1975) . The disease is widespread amongst rabbits (Petri, 1969; Shadduck & Pakes, 1971) .
The india-ink immunoreaction for the detection of antibodies in rabbit serum has shown good correlation with other techniques in the diagnosis of this clisease (Waller, 1977) . Its relative technical simplicity and the commercial availability of reagents (Testman, Box 9020, S·75009 Uppsala, Sweden), suggests the inclusion of such a test in the regular monitoring programme of laboratories concerned with the health status of experimental animals. Immunoglobulins in positive serum are adsorbed onto carbon particles from india ink which then attach to E. cuniculi organisms, rendering them visible when viewed under x 1000 oil immersion light microscopy. However, when using the tech· nique as originally reported (Waller, 1977) to screen several hundred rabbit sera for the presence of antibodies limitations become apparent, particularly the inability to visualize a negative reaction. A similar limitation occurs with immunofluorescence tests (Cox & Pye, 1975) .
The following modification of the technique of Waller, using commercially available reagents, was evolved to obviate the tedium of examining numerous fields under high power microscopy, with large numbers of negative sera, when only small amounts of debris are available on which to focus and E. cU1liculiwill not be visible but must be searched for.
Zusammenfassung
Eine modifizierte Immuntechnik unter Anwendung von Schwartztusche wird beschrieben. Die Methode erfordert keine feuchte Kammer, und sowohl positive als auch negative Ergebnisse lassen sich rasch und sicher erfassen.
Summary
A modified india-ink immuno technique is described. The use of a moist chamber is not required and the visualisation of both positive and negative results facilitates more rapid and confident reading of the test. 
